Supplementary Methods
Covalent coupling of Cdc27 antibody to protein A beads
For a single reaction, 5 μl protein A affiprep beads (Bio-Rad 156-0006) were washed with TBST (10 mM Tris, 150 mM NaCl and 0.01% Tween-20, pH 7.5) twice and incubated with 2 μg Cdc27 antibody (Santa Cruz, sc-9972, AF3.1) for 75 min at 4°C. The beads were washed with TBST for 10 min followed by two additional quick washes with TBST. Dimethyl pimelimidate (DMP, PIERCE, 21666) was freshly dissolved in 100 mM sodium tetraborate decahydrate, pH 9.0 at 20 mM. The beads were mixed with ten beads volume of DMP solution and incubated on a rotating wheel for 45 min in the dark at room temperature. The beads were then washed quickly with 200 mM Tris, pH 8.0 twice, followed by a final 1 h wash. Beads were then washed twice in TBST and twice in XB prior to APC immunoprecipitation.
PCR-amplification of Flag-tagged Cdc20/Cdh1 for in vitro translation
Flag-tagged WT Cdc20 was amplified from a pCS2-Cdc20 construct with a 5' primer CAACTCTATAATACGACTCACTATAGGGAACAGCCACCATGGACTACAAGGACGACGATGA CAAGGCACAGTTCGCGTTCGAGAG and a 3' primer TTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTCAGCGGATGCCTTGGTGGATG (the poly-T sequence was added to mimic the poly-A tail at the 3' end of the mRNA). Flag-tagged WT Cdc20ΔIR was amplified from the same construct with the same 5' primer but a different 3' primer TTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTCAGCCTTGGTGGATGAGGCTGC. Flag-tagged Kless Cdc20 was amplified from K-less Cdc20 construct 3 with a 5' primer CAACTCTATAATACGACTCACTATAGGGAACAGCCACCATGGACTACAAGGACGACGATGA CAAGGCCCAATTTGCCTTTGAATC and a 3' primer TTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTCTACCTAATCCCCTGATGAATC.
Flag-tagged WT Cdh1 was amplified from a pET28a-Cdh1 construct with a 5' primer CAACTCTATAATACGACTCACTATAGGGAACAGCCACCATGGACTACAAGGACGACGATGA CAAGATGGACCAGGATTATGAGAGAC and a 3' primer TTTTTTTTTTTTTTTTTTTTTTTTTTTTTTTCTATCGTATTCTCGTGAACAGG.
Construction of double HA-tagged Cdc20 mutants
All double HA-tagged Cdc20 mutants' DNAs were first generated by PCR and then digested with EcoRI and XhoI. A pCS2-WT Cdc20 construct was also digested with EcoRI and XhoI to separate the WT Cdc20 insert from the pCS2 vector. The Cdc20 mutants' DNAs were then ligated into the pCS2 vector to replace the original WT Cdc20. All mutants were confirmed by sequencing. Detailed information of PCR generation of Cdc20 mutants' DNAs is listed below. 
APC depletion
For a single round of depletion, mitotic Xenopus extract was incubated with 1/10 th extract volume of Cdc27 antibody beads or (empty protein A beads as mock IP control) prepared as described above and incubated at 4°C on a rotator for 45 min.
Experiments comparing unmodified versus ubiquitinated cycB-NT
To generate ubiquitinated cycB-NT, an in vitro reconstituted ubiquitination assay was set up by mixing immunoprecipitated mitotic APC Cdc20 and ubiquitination reaction components containing 500 nM cycB-NT (detailed conditions are described in the main methods section). After 20 min, the supernatant was separated from the beads and subsequently used as the source of ubiquitinated cycB-NT. The same mixture of ubiquitination reaction components and 500 nM cycB-NT without incubation with the APC beads was used as the unmodified cycB-NT. To compare the ability of unmodified and ubiquitinated cycB-NT to promote Cdc20 binding to the APC, 10 µl of unmodified/ubiquitinated cycB-NT was mixed with 1 μl reticulocyte lysate containing in vitro-translated Cdc20. This cycB-NT/Cdc20 mixture was then supplemented with 10 μM MG132, 100 nM okadaic acid potassium salt, 5 μM ubiquitin vinyl sulfone (to inhibit proteasome, phosphatase and deubiquitinating enzyme activities in the reticulocyte lysate) and 20 μM UbcH10 C114S (to suppress further ubiquitination of cycB-NT once the mixture is added to the APC).
The mixture was then added to 5 μl beads loaded with APC stripped of Cdc20 by TAME-treatment and incubated on a shaker for 10 min. The beads were then separated from the supernatant and the distribution of Cdc20 was analyzed by anti-Flag Western blot. To compare the ability of the APC to further ubiquitinate unmodified and ubiquitinated cycB-NT, the same mixture was prepared as described with the exception that UbcH10 C114S was omitted. The mixture was incubated with APC stripped of Cdc20 by TAME-treatment and incubated on a shaker for 30 min. The products were analyzed by anti-HA Western blot. Please consider the environment before printing.
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Certificate of Analysis
Date:
2011-10-11
Order Number:
SP1110779
Catalog Number:
265369
Peptide Name:
Cdc20 C-terminus(TR-20)
Sequence:
TKKEKEKARSSKSIIHQSIR
Lot Number: 
P110921-ZJ265369

2354.76
Quantity:
4.0mg
Reconstitution Condition Used In Purification::
H2O: Acetonitrile =4:1
Reconstitution Condition For Your Assay:
Refer to the Peptide Handling Guideline
TEST RESULTS
Purity (by HPLC):
95.78% (95% Requested)
MS:
Consistent Appearance:
White to off White Powder
Storage Condition: -20°C Upon Arrival.
It is not recommended that peptides be stored in solution. The shelf life of peptides in solution is rather limited, especially for sequences containing Cysteine, Methionine, Tryptophan, Asparagine and Glutamine. Generally, the best approach is to reconstitute sufficient peptide for immediate usage only. For long-term storage please store at -20°C.
Limited Usage and Warranty
This product is for laboratory research use only. Not for diagnostic or in vivo use. Not for human or drug use. Biomatik warrants material of said quality at the time of delivery. It is the sole responsibility of the customers to determine the adequacy of all materials for any intended or specific purpose or use. Biomatik' sole obligation shall be the replacement of the material without charge or refund of purchase price. This warranty does not apply to a product which has been tampered with or altered in any way or which has been misused or damaged by accident or negligence. All claims must be received in writing (by fax or email) within 30 days upon successful delivery and failure to do so shall constitute a waiver by customers for any and all such claims.
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